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Background: Spatial heterogeneity in biomarker expression may impact breast cancer classification. The aims of
this study were to estimate the frequency of spatial heterogeneity in biomarker expression within tumors, to
identify technical and biological factors contributing to spatial heterogeneity, and to examine the impact of
discordant biomarker status within tumors on clinical record agreement.
Methods: Tissue microarrays (TMAs) were constructed using two to four cores (1.0 mm) for each of 1085 invasive
breast cancers from the Carolina Breast Cancer Study, which is part of the AMBER Consortium.
Immunohistochemical staining for estrogen receptor (ER), progesterone receptor (PR), and human epidermal
growth factor receptor 2 (HER2) was quantified using automated digital imaging analysis. The biomarker status for
each core and for each case was assigned using clinical thresholds. Cases with core-to-core biomarker discordance
were manually reviewed to distinguish intratumoral biomarker heterogeneity from misclassification of biomarker
status by the automated algorithm. The impact of core-to-core biomarker discordance on case-level agreement
between TMAs and the clinical record was evaluated.
Results: On the basis of automated analysis, discordant biomarker status between TMA cores occurred in 9 %,
16 %, and 18 % of cases for ER, PR, and HER2, respectively. Misclassification of benign epithelium and/or ductal
carcinoma in situ as invasive carcinoma by the automated algorithm was implicated in discordance among cores.
However, manual review of discordant cases confirmed spatial heterogeneity as a source of discordant biomarker
status between cores in 2 %, 7 %, and 8 % of cases for ER, PR, and HER2, respectively. Overall, agreement between
TMA and clinical record was high for ER (94 %), PR (89 %), and HER2 (88 %), but it was reduced in cases with
core-to-core discordance (agreement 70 % for ER, 61 % for PR, and 57 % for HER2).
Conclusions: Intratumoral biomarker heterogeneity may impact breast cancer classification accuracy, with
implications for clinical management. Both manually confirmed biomarker heterogeneity and misclassification of
biomarker status by automated image analysis contribute to discordant biomarker status between TMA cores. Given
that manually confirmed heterogeneity is uncommon (<10 % of cases), large studies are needed to study the
impact of heterogeneous biomarker expression on breast cancer classification and outcomes.
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Heterogeneity in biomarker expression between tumors
is the basis for breast cancer subtyping and precision
medicine [1]. However, intratumoral heterogeneity,
often reflecting spatial heterogeneity of biomarker ex-
pression within a single tumor, has important implica-
tions for accurate tumor classification, and it may
impact both epidemiologic research [2] and clinical
decision-making [3].
Approximately 10–20 % of tumors are found to have
disagreement in estrogen receptor (ER), progesterone re-
ceptor (PR), and human epidermal growth factor recep-
tor 2 (HER2) status upon repeat assay, as assessed by
studies examining interlaboratory agreement rates [4–6].
A variety of technical factors contribute to lack of inter-
laboratory agreement, including differences in antibody
or assay type; level of laboratory experience; and tumor
sampling, fixation, and storage protocols [4, 7–14]. In
addition to these technical factors, repeat assays are
commonly carried out using a separate tumor block and
therefore may test a different area of the tumor, suggesting
that spatial heterogeneity of biomarker expression may
also contribute to discordance [15]. However, the fre-
quency and sources of intratumoral ER, PR, and HER2
heterogeneity have not been evaluated in population-
based studies.
Using tissue microarrays (TMAs) comprising two to four
tumor cores for each of 1085 cases from the Carolina
Breast Cancer Study (CBCS) in the African American
Breast Cancer Epidemiology and Risk (AMBER) Consor-
tium, we identified cases with core-to-core discordance in
ER, PR, and HER2 status using automated digital image
analysis. Discordant cases were manually reviewed to iden-
tify technical and biological factors contributing to variabil-
ity in biomarker expression. We estimated the frequency of
intratumoral ER, PR, and HER2 heterogeneity among
biomarker-positive cases and evaluated the impact of bio-
marker discordance on case-level ER, PR, and HER2 status
agreement between TMAs and the clinical record.
Methods
Study population
The AMBER Consortium, comprising the Black Women’s
Health Study, the Women’s Circle of Health Study, the
Multi-Ethnic Cohort Study, and the CBCS, was formed to
identify genetic and nongenetic factors associated with
specific breast cancer subtypes [16]. Standardization of
staining and scoring protocols for classification of invasive
breast cancer subtypes is a major objective of this collab-
orative study [17]. For our present analyses, we used phase
III of CBCS, a population-based, case-only study con-
ducted in North Carolina between 2008 and 2013 [18].
The study was approved by the Office of Human Research
Ethics at the University of North Carolina at Chapel Hill,and written informed consent was obtained from each
participant.
Clinical ER, PR, and HER2 status was abstracted from
medical records. Cases noted in the medical records to
have weak or borderline ER and PR expression were
classified as ER-positive and PR-positive, respectively, ac-
cording to current guidelines [19]. Paraffin-embedded
tumor blocks were requested from participating path-
ology laboratories for each case, and study pathologists
marked hematoxylin and eosin (H&E)-stained slides to
indicate areas enriched for invasive breast cancer for cor-
ing. TMAs were constructed from 1.0-mm cores, and these
comprised 1238 invasive breast cancer cases (n = 600
African American and n = 638 non-African American).
Sections from the top and bottom of eachTMA block were
stained with H&E and reviewed by study pathologists to
ensure that only TMA cores with top and bottom tumor
in addition to sufficient tumor cellularity (≥50 tumor cells
per core) were included in our analysis. We excluded cases
that were missing clinical ER, PR, or HER2 status (n = 76),
as well as cases represented by only one evaluable core on
our TMAs (n = 66) as core-to-core discordance could not
be assessed. Finally, we excluded cases with cores derived
from multiple tumor blocks (from either single or multiple
tumors; n = 11), leaving us with 1085 cases included in the
present analysis. A comparison of CBCS phase III cases on
TMAs (41 % of all cases in CBCS phase III) with those not
on TMAs showed no differences with respect to race or
clinical ER, PR, or HER2 status. However, phase III cases
on TMAs were older and more likely to be postmeno-
pausal, and they had higher combined grade but lower
stage and smaller tumor size.
Classification of central ER, PR, and HER2 status using
tissue microarrays
Detailed methods for immunohistochemical (IHC) stain-
ing of ER, PR, and HER2 in CBCS have been described
elsewhere [17]. Of the 1085 cases included in the present
analysis, 685 cases (63 %) had 4 cores, 287 cases (27 %)
had 3 cores, and 113 cases (10 %) had 2 cores for ER.
The distribution of numbers of cores per case was simi-
lar for PR and HER2. Automated digital image analysis
of IHC staining was performed using a Genie classifier
(Aperio Technologies, Vista, CA, USA) and the Nuclear
v9 algorithm (for ER and PR) or Membrane v9 algorithm
(for HER2) (Aperio Technologies, Vista, CA, USA); this
analysis is described in more detail in our previous pub-
lication [17]. Core-to-case collapsing to assign case-level
biomarker status was carried out using a tumor
cellularity-weighted approach, as previously described
[17]. Briefly, the weighted average of percent positivity
was calculated by summing the product of percent posi-
tivity and core weight across all cores per case. Core
weight was defined as the number of tumor nuclei in a
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across all cores for that case. A 1 % threshold for ER
and PR positivity [19] was subsequently applied to define
dichotomous positive/negative case-level status for ER
and PR. Case-level HER2 status was defined as positive
(3+; ≥10 % of tumor cells staining at the 3+ intensity
level), equivocal (2+; <10 % of tumor cells staining at the
3+ intensity level and ≥10 % of tumor cells staining at the
2+ intensity level), or negative (0/1+; all other cases). We
reported previously that these automated scoring methods
showed very high agreement with manual review by study
pathologists and with the clinical record [17].Identification of technical and biological sources of ER,
PR, and HER2 discordance
Discordant cases (i.e., cases with discordant biomarker
status between TMA cores) were manually reviewed by
a breast pathologist (JG) to identify those in which dis-
cordance was caused by spatial heterogeneity of bio-
marker expression and those in which discordance was
caused by misclassification by the automated algorithm.
We restricted this manual evaluation to discordant cases
with positive case-level biomarker status (≥1 %), because
biomarker discordance between cores in negative cases
was due to random variation around the 1 % threshold
used to define case status. Only one ER-negative case
showed >10 % variation in ER status between cores
(Additional file 1: Figure S1). Manual assessment of intra-
tumoral HER2 heterogeneity was performed for discord-
ant cases with at least one 3+ core, since heterogeneity
within HER2-negative cases (i.e., cases with only 0/1+ and
2+ cores) is less clinically relevant.Impact of core-to-core discordance in biomarker status
on case-level agreement with the clinical record
We identified cases with discordant biomarker status be-
tween cores using dichotomous ER and PR status (i.e.,
<1 %, ≥1 %) and three-category HER2 status (i.e., 0/1+, 2+,
3+). We also explored ER and PR discordance using a
10 % threshold. The frequency of discordance did not dif-
fer by race for any biomarker (data not shown). Median
tumor cellularity was compared between cases with dis-
cordant versus concordant biomarker status between
cores using rank-sum tests, and chi-square tests were used
to compare rates of biomarker discordance among cases
with two, three, and four TMA cores. Cohen’s kappa sta-
tistics were used to evaluate agreement between clinical
and central TMA classifications for ER, PR, and HER2
[20] overall and stratified by concordant/discordant status
between TMA cores. Statistical analyses were conducted
using STATA version 13.1 software (StataCorp, College
Station, TX, USA).Results
Frequency of intratumoral ER, PR, and HER2
heterogeneity
Among 1085 cases of invasive breast cancer, cases with
discordant biomarker status between TMA cores num-
bered 100 (9 %) for ER, 169 (16 %) for PR, and (18 %)
for HER2. We conducted a manual review of all discord-
ant biomarker-positive cases (46 discordant ER-positive
cases, 94 discordant PR-positive cases, and 56 discordant
HER2 cases with at least one positive [3+] core). Figure 1
shows core- and case-level biomarker expression levels
for manually reviewed cases, with individual cases repre-
sented on the x-axis and biomarker expression shown
on the y-axis. Cores from cases with manually confirmed
heterogeneity are denoted with a solid black circle, while
all other cores are denoted with an X. Among discordant
ER-positive cases, 16 (35 % of manually reviewed cases
and 2 % of all 784 ER-positive cases) were manually con-
firmed to be spatially heterogeneous. Of these 16 cases
with manually confirmed ER heterogeneity, 7 had nega-
tive (<1 %) and borderline (≥1 to <10 %) cores (i.e., no
positive [≥10 %] cores) and 9 had both negative (<1 %)
and positive (≥10 %) cores. The frequency of PR hetero-
geneity was higher than that of ER, with 53 (56 % of
manually reviewed cases and 7 % of all 739 PR-positive
cases) manually confirmed to be heterogeneous. Of the
53 cases with manually confirmed PR heterogeneity, 30
had negative (<1 %) and borderline (≥1 to < 10 %) cores
only, while 23 had both negative (<1 %) and positive
(≥10 %) cores. Representative images of ER and PR het-
erogeneity are shown in Figs. 2 and 3.
HER2 heterogeneity was manually confirmed in 31 cases
(55 % of manually reviewed cases, and 21 % of all 148
cases with at least one 3+ core). A representative image of
HER2 heterogeneity is shown in Fig. 2. Of these 31 cases
with spatially heterogeneous HER2 expression, 19 were
comprised of both 2+ and 3+ cores (i.e., no 0/1+ cores); 7
were comprised of both 0/1+ and 3+ cores (i.e., no 2+
cores); and 5 were comprised of 0/1+, 2+, and 3+ cores.
When equivocal cores were excluded and only cases with
both negative (0/1+) and positive (3+) cores were classi-
fied as heterogeneous (n = 12), the frequency of HER2 het-
erogeneity was similar to that of PR (21 % of manually
reviewed cases, and 8 % of all cases with at least one 3+
core). Very few cases had simultaneous manually con-
firmed heterogeneity of multiple biomarkers; one case
had heterogeneous expression of both ER and PR,
and five cases had heterogeneous expression of both
PR and HER2.
Identification of confounding factors producing spurious
biomarker heterogeneity
Manual review of discordant biomarker-positive cases
revealed that, in some cases, automated algorithms
Fig. 1 (See legend on next page.)
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Fig. 1 ER, PR, and HER2 expression in cases with discordant biomarker status between cores, restricted to positive (≥1 %) cases for ER and PR and
to cases with at least one 3+ core (≥10 % 3+) for HER2. Individual cases are ordered on the x-axis by case-level biomarker expression level (smaller
solid circles: red = negative, blue = borderline/equivocal, green = positive). Individual cores for each case are represented by solid black circles for
cases with manually confirmed heterogeneity or by X’s for cases without manually confirmed heterogeneity. ER estrogen receptor, HER2 human
epidermal growth receptor 2, PR progesterone receptor
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nign epithelium and/or ductal carcinoma in situ (DCIS)
(Fig. 4). Admixture of biomarker-positive DCIS in a
background of biomarker-negative invasive carcinoma
was particularly relevant in the assessment of HER2 het-
erogeneity. Various types of technical artefacts (such as
foreign material or cytoplasmic staining) also led to
false-positive automated scores. In some cases with
lower tumor cellularity, the automated image analysis
algorithm underestimated the number of biomarker-
negative cells, producing falsely elevated expression
levels. However, this source of technical error affected
only tumors with expression levels that were very close
to the threshold used to define biomarker status.
Impact of tumor sampling on frequency of ER, PR, and
HER2 discordance
We next sought to identify factors that could be used to
identify cases with increased likelihood of manually con-
firmed intratumoral heterogeneity. To identify causes of
biomarker discordance and to identify criteria forFig. 2 Representative images of cases with manually confirmed heterogen
same case. The percentage of ER- and PR-positive cells or HER2 status is in
heterogeneity. ER estrogen receptor, HER2 human epidermal growth recepprioritizing manual review, we focused on all cases with
discordant biomarker status between cores and not just
on manually reviewed cases. We found that cases with
discordant ER and PR status between cores had signifi-
cantly lower median tumor cellularity, but that tumor
cellularity was similar in cases with concordant and dis-
cordant HER2 status (Table 1). The frequency of dis-
cordant biomarker status between cores was not
significantly impacted by the number of TMA cores per
case for ER or PR. HER2 discordance rates differed
somewhat by number of cores per case, but there was
no clear pattern of association (Table 1).
Impact of discordant biomarker status between cores on
agreement with the clinical record
Overall, agreement between central TMAs and the clin-
ical record was substantial for ER (94 %) and PR (89 %;
Table 2). However, ER and PR agreement with the clin-
ical record was lower among cases with discordant ER
and PR status between cores (70 % and 61 %, respect-
ively). Conversely, clinical record agreement was veryeous expression of ER, PR, and HER2 between any two cores from the
dicated for each core. The starred cores illustrate examples of intracore
tor 2, PR progesterone receptor
Fig. 3 Representative images of ER staining in four cores and the tissue section from which they were removed, in a case with manually
confirmed heterogeneous ER expression. Note the variability in staining across the whole tissue section, which is reflected in the variable
expression levels in the four cores. ER estrogen receptor
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all TMA cores for a given case (96 % and 95 %, respect-
ively; Table 2). For HER2, overall agreement was high
(88 %), but was reduced among cases with discordant
HER2 status (57 %). When analysis was restricted to
cases with concordant HER2 status across all TMA
cores, agreement was similar to that for cases with con-
cordant ER and PR status (96 %; Table 2).
Discussion
Intratumoral biomarker heterogeneity may pose a challenge
for accurate classification of breast cancer, with implica-
tions both for clinical decision making and for epidemio-
logic research. However, the frequency and sources of
intratumoral ER, PR, and HER2 heterogeneity have not
been well-characterized, particularly in population-based
studies. Using TMAs comprising multiple cores per case,
we observed that cases with discordant biomarker statusbetween cores by automated digital image analysis had re-
duced agreement with the clinical record. Manual review of
discordant cases revealed that 35–56 % of discordant bio-
marker status between cores was caused by spatially hetero-
geneous expression of ER, PR, and HER2, which was
observed in 2 %, 7 %, and 8 % of all biomarker-positive
cases, respectively.
Our findings demonstrate that automated algorithms
cannot reliably distinguish between IHC-stained tumor
and nontumor cells. Therefore, admixture of tumor and
DCIS and/or benign epithelium can potentially lead to
tumor biomarker misclassification by automated analysis
if biomarker status is discordant between tumor and
nontumor tissues. Synchronous DCIS and invasive can-
cers typically share tumor characteristics and hormone
receptor status [21]. However, HER2-positive DCIS
within an HER2-negative invasive tumor has been ob-
served [22], and this may pose a challenge for the use of
Fig. 4 Representative images of cases with discordant ER, PR, and HER2 status between any two cores from the same case due to presence of benign
epithelium (arrows for ER, PR) and clinging ductal carcinoma in situ (HER2). Percentage of ER- and PR-positive cells or HER2 status is indicated for each
core. ER estrogen receptor, HER2 human epidermal growth receptor 2, PR progesterone receptor
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invasive carcinomas. In addition, admixed benign epithe-
lium, which often expresses both ER and PR, can pro-
duce false positivity in hormone receptor-negative
tumors. However, we previously showed that computing
average biomarker expression across cores after weight-
ing cores by tumor cellularity diminishes the influence
of small discordant regions and produces high agree-
ment (≥88 % for all biomarkers) with the clinical record.
Intratumoral ER heterogeneity has previously been
suggested to be a rare phenomenon [23], although the
frequency in a population-based setting has not beenTable 1 Tumor sampling characteristics of cases with estrogen rece
factor receptor 2 discordance between tissue microarray cores in ph
ER PR
n (%) Conc
(n = 985)
Disc
(n = 100)
p Value n (%) Conc
(n = 916
Cellularity,
median (IQR)
1085
(100)
5225
(2846–8869)
3564
(2142–
6074)
<0.001 1085
(100)
5772
(3018–9
Core
number
2 113 (10) 102 (90) 11 (10) 0.978 113 (10) 111 (98)
3 287 (26) 261 (91) 26 (9) 299 (28) 253 (85)
4 685 (63) 622 (91) 63 (9) 673 (61) 560 (83)
Conc concordant biomarker status across all cores for a given case, Disc discordant
receptor, HER2 human epidermal growth factor receptor 2, PR progesterone receptoestablished. Using an automated approach to identify
cases with discordant ER status between cores, followed
by manual review, we observed intratumoral heterogen-
eity of ER expression in 2 % of all ER-positive cases.
These results are consistent with prior studies suggesting
that the frequency of intratumoral ER heterogeneity
ranges from 0.5 % to 10 % [23–26]. It has been hypothe-
sized that some intratumoral heterogeneity could be
technical in origin, arising from inadequate sample
fixation, and this may contribute to the higher hetero-
geneity rates reported by some studies. However, differ-
ential rates of heterogeneity across different biomarkersptor, progesterone receptor, and human epidermal growth
ase III of the Carolina Breast Cancer Study
HER2
)
Disc
(n = 169)
p Value n (%) Conc
(n = 889)
Disc
(n = 196)
p Value
851)
3785
(2238–7925)
<0.001 1,085
(100)
7303
(4134–11,329)
8233
(4414–
12,675)
0.282
10 (9) 0.098 106 (10) 87 (82) 19 (18) 0.043
46 (15) 289 (27) 223 (77) 66 (23)
113 (17) 690 (64) 579 (84) 111 (16)
biomarker status between any two cores for a given case, ER estrogen
r
Table 2 Impact of discordant estrogen receptor, progesterone receptor, and human epidermal growth factor receptor 2 status
between cores on agreement between tissue microarrays and the clinical record in phase III of the Carolina Breast Cancer Study
Central TMA Agreement (%) Kappa (95 % CI)
Clinical ER status ER-negative, n (%) ER-positive, n (%)
All cases, n = 1085
ER-negative, n (%) 259 (90) 42 (5) 94 0.84 (0.80–0.87)
ER-positive, n (%) 28 (10) 756 (95)
Concordant, n = 985
ER-negative, n (%) 217 (96) 32 (4) 96 0.89 (0.86–0.92)
ER-positive, n (%) 8 (4) 728 (96)
Discordant, n = 100
ER-negative, n (%) 42 (68) 10 (26) 70 0.39 (0.22–0.57)
ER-positive, n (%) 20 (32) 28 (74)
Clinical PR status PR-negative, n (%) PR-positive, n (%)
All cases, n = 1085
PR-negative, n (%) 305 (80) 41 (6) 89 0.76 (0.72–0.80)
PR-positive, n (%) 75 (20) 664 (94)
Concordant, n = 916
PR-negative, n (%) 246 (91) 27 (4) 95 0.87 (0.83–0.90)
PR-positive, n (%) 23 (9) 620 (96)
Discordant, n = 169
PR-negative, n (%) 59 (53) 14 (24) 61 0.25 (0.12–0.38)
PR-positive, n (%) 52 (47) 44 (76)
Clinical HER2 status Negative Equivocal Positive
All cases, n = 1085
Negative, n (%) 864 (93) 16 (80) 28 (21) 88 0.57 (0.51–0.63)
Equivocal, n (%) 49 (5) 2 (10) 13 (10)
Positive, n (%) 17 (2) 2 (10) 94 (70)
Concordant, n = 889
Negative, n (%) 768 (99) 7 (88) 22 (21) 96 0.78 (0.72–0.84)
Equivocal, n (%) 4 (0) 0 (0) 1 (1)
Positive, n (%) 5 (1) 1 (12) 81 (78)
Discordant, n = 196
Negative, n (%) 96 (63) 9 (75) 6 (19) 57 0.16 (0.07–0.28)
Equivocal, n (%) 45 (29) 2 (17) 12 (39)
Positive, n (%) 12 (8) 1 (8) 13 (42)
Abbreviations: ER estrogen receptor, HER2 human epidermal growth factor receptor 2, PR progesterone receptor, TMA tissue microarray
Concordant cases are those with the same biomarker status across all cores for a given case, while discordant cases are those with discordant biomarker status
between any two cores for a given case
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ultaneous heterogeneity of more than one biomarker
suggest that this may be an unlikely explanation for our
findings. We also show that inadequate tumor sampling
may contribute to biomarker discordance, as tumors
with low cellularity were more likely to have discordant
ER and PR status between cores. This finding supports
our previous research in the AMBER Consortium show-
ing that ER and PR agreement rates between TMAs andthe clinical record were reduced in cases with low tumor
cellularity [17]. Our frequency estimate for intratumoral
PR heterogeneity (7 % of PR-positive cases) appears
lower than that reported previously (approximately 20 %
in two studies [23, 24]). However, one of these prior
studies used whole-tissue slides from a consecutive
series of patients with breast cancer treated in a tertiary
care facility [23], while the other examined agreement
between core needle biopsy and surgical specimens in
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contrast to our present analysis, these prior studies likely
overrepresent a more aggressive set of cancers. If hetero-
geneity is associated with tumor aggressiveness as hy-
pothesized, this could contribute to differences in
frequency across studies.
We observed two types of intratumoral HER2 hetero-
geneity. Cases with equivocal and positive cores formed
the majority, comprising 21 % of cases with at least one
HER2-positive core, while only 8 % of cases with at least
one positive core also had at least one negative core. A
prior study reported the presence of both negative and
positive HER2 regions in only 1 % of 921 cases [27],
while others reported similar or even lower rates of
intratumoral HER2 heterogeneity using IHC analysis
[22, 28]. Researchers in several studies have also reported
very low rates of heterogeneity of HER2 amplification sta-
tus using in situ hybridization techniques [27–29]. How-
ever, in these prior studies, researchers reported the
frequency of HER2 heterogeneity among all cases, and not
just among those with areas of HER2 positivity (defined
by the presence of at least one positive core in our study).
If we had included all cases in our denominator, only 1 %
of all cases would have had both positive and negative
HER2 cores, in line with prior studies [22, 27, 28].
Tumors with spatially distinct areas of high and low
biomarker expression levels may suggest a pattern of
heterogeneity referred to as segregated heterogeneity
[30]. Segregated heterogeneity may be particularly clinic-
ally relevant because antiestrogen or HER2-directed
therapy may apply a selective pressure for outgrowth of
areas lacking the molecular target, with consequences for
the subtype for subsequent disease recurrence [31, 32].
Studies of recurrent tumors, particularly those with a sub-
type distinct from the primary tumor, may be important
for understanding the consequences of intratumoral het-
erogeneity. Similarly, longitudinal studies with quantitative
histology and well-characterized spatial biomarker pat-
terns may help improve understanding of the impact of
intratumoral heterogeneity on breast cancer outcomes. If
intratumoral heterogeneity proves to be a poor prognostic
feature as theorized, identification of demographic and
tumor characteristics associated with intratumoral hetero-
geneity could help to identify patients who may benefit
from more extensive tumor workup and, potentially, more
aggressive therapy. This work is currently underway in the
AMBER Consortium.
This study should be considered in light of some limi-
tations. First, the tumor specimens used for clinical
workup may have been biopsy specimens or separate
blocks from those used to construct central TMAs, and
therefore it is possible that the clinical record and the
central results represent distinct tumor regions. How-
ever, different origins of tumor specimens would be arandom source of error, unlikely to bias our findings
away from the null. Second, even multiple 1.0-mm TMA
cores represent only a small portion of the entire tumor,
and therefore it is possible that we underestimated the
frequency of intratumoral heterogeneity in the present
study. However, our rates of intratumoral heterogeneity
are similar to those reported previously. Finally, due to
tumor sampling at the time of breast cancer surgery, we
were unable to assess temporal intratumoral heterogen-
eity in this study. Despite the theoretical importance of
temporal heterogeneity [32], spatial heterogeneity at the
time of tumor excision is arguably the most relevant for
clinical management of breast cancer.
These limitations are balanced by several important
strengths. Since automated staining of TMAs is becom-
ing more widely used [17, 33], we assessed automated
evidence of intratumoral heterogeneity (i.e., biomarker
discordance between TMA cores), and our results can
therefore be used to guide manual review. Our auto-
mated image analysis methods are well-validated and
produce very high agreement with manual scoring of
TMAs in CBCS [17]. The analysis of the population-
based CBCS ensured excellent representation of both
African American and non-African American cases in
this study, and we were able to infer that race does not
strongly influence rates of intratumoral heterogeneity. In
addition, procurement of tissue from multiple clinical
centers, representing community-based and referral cen-
ters, ensured that our study was not biased toward more
aggressive cancers commonly seen in referral centers.
Given that clinical biomarker status was measured at
multiple different laboratories and according to multiple
protocols, the substantial rates of agreement between
central TMA results and the clinical record provide re-
assurance that ER, PR, and HER2 staining are well-
standardized across clinical care settings.
Conclusions
Our findings demonstrate that the presence of admixed
benign epithelium and/or DCIS in TMA cores can cause
biomarker misclassification when using automated
methods to quantify IHC staining. However, manually
confirmed intratumoral heterogeneity accounted for ap-
proximately half of all cases with core-to-core discord-
ance in biomarker status on TMAs. These results
suggest that intratumoral heterogeneity may contribute
to discordance in ER, PR, and HER2 status, with pos-
sible implications for breast cancer subtype classifica-
tion. The low frequency of intratumoral heterogeneity
underscores the robustness of ER and HER2 for guiding
targeted treatment. Future work, likely with large studies
or consortia, is required to identify risk factors for intra-
tumoral heterogeneity and to determine its impact on
treatment response.
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Additional file 1: ER and PR expression levels among cases with
discordant biomarker status between cores, restricting to cases with
negative (<1 %) ER and PR expression. Cases are ordered on the X-axis by
case-level positivity status. Individual cores are represented by black crosses,
and case-level positivity status is represented by red crosses. (TIF 452 kb)
Acknowledgements
We acknowledge comments from the peer reviewers that helped focus the
discussion.
Funding
This work was supported by the National Cancer Institute (grant
5P01CA151135-04 to the AMBER Consortium: JG, TK, WB, GRZ, JRP, CBA, AFO,
and MAT; grant P50-CA058223 to SPORE in Breast Cancer: MAT and AFO;
grant U01 CA179715 to MAT), by the University Cancer Research Fund at the
University of North Carolina at Chapel Hill (EHA, AFO, and MAT), by the Breast
Cancer Research Foundation (CBA), and by the American Institute for Cancer
Research (EHA). The Translational Pathology Laboratory (SMC) is supported in
part by grants from the National Cancer Institute (3P30CA016086) and the
University of North Carolina at Chapel Hill University Cancer Research Fund.
Authors’ contributions
EHA conceived of the study, carried out the statistical analysis, identified
cases for manual review, and drafted the manuscript. JG conceived of the
study, performed the manual review, interpreted the data and helped to
draft the manuscript. XS conceived of the study, participated in its design,
interpreted the data and helped to draft the manuscript. SMC optimized the
automated algorithms, performed the automated analysis and helped to
draft the manuscript. GRZ helped to interpret the data and revise the
manuscript. TK and WB helped to optimize the automated algorithms and
revise the manuscript. MC conceived of the study and helped to interpret
the data and revise the manuscript. MES helped to interpret the data and
draft the manuscript. JRP, CBA and AFO participated in the study design and
coordination, helped to interpret the data, and helped to draft the manuscript.
MAT conceived of the study, participated in its design and coordination, helped
to optimize automated algorithms, and helped to interpret the data and draft
the manuscript. All authors read and approved the final manuscript.
Competing interests
The authors declare that they have no competing interests.
Ethics approval and consent to participate
This study was approved by the Office of Human Research Ethics at the
University of North Carolina at Chapel Hill, and written informed consent
was obtained from each participant.
Author details
1Lineberger Comprehensive Cancer Center, University of North Carolina at
Chapel Hill, Chapel Hill, NC, USA. 2Department of Epidemiology, University of
North Carolina at Chapel Hill, 135 Dauer Drive, CB 7435, Chapel Hill, NC
27599, USA. 3Department of Pathology, Brigham & Women’s Hospital,
Boston, MA, USA. 4Department of Cancer Prevention and Control, Roswell
Park Cancer Institute, Buffalo, NY, USA. 5Department of Pathology, Roswell
Park Cancer Institute, Buffalo, NY, USA. 6Department of Biostatistics, University
of North Carolina at Chapel Hill, Chapel Hill, NC, USA. 7Department of
Genetics, University of North Carolina at Chapel Hill, Chapel Hill, NC, USA.8Division of Cancer Prevention, National Cancer Institute, Bethesda, MD, USA.
9Slone Epidemiology Center, Boston University, Boston, MA, USA.
Received: 15 January 2016 Accepted: 27 May 2016
References
1. Perou CM, Sørlie T, Eisen MB, van de Rijn M, Jeffrey SS, Rees CA, et al.
Molecular portraits of human breast tumours. Nature. 2000;406(6797):747–52.
doi:10.1038/35021093.
2. Ma H, Wang Y, Sullivan-Halley J, Weiss L, Burkman RT, Simon MS, et al.
Breast cancer receptor status: do results from a centralized pathology
laboratory agree with SEER registry reports? Cancer Epidemiol Biomarkers
Prev. 2009;18(8):2214–20. doi:10.1158/1055-9965.EPI-09-0301.
3. Sørlie T, Perou CM, Tibshirani R, Aas T, Geisler S, Johnsen H, et al. Gene
expression patterns of breast carcinomas distinguish tumor subclasses with
clinical implications. Proc Natl Acad Sci U S A. 2001;98(19):10869–74.
doi:10.1073/pnas.191367098.
4. Collins LC, Marotti JD, Baer HJ, Tamimi RM. Comparison of estrogen
receptor results from pathology reports with results from central laboratory
testing. J Natl Cancer Inst. 2008;100(3):218–21. doi:10.1093/jnci/djm270.
5. Badve SS, Baehner FL, Gray RP, Childs BH, Maddala T, Liu ML, et al. Estrogen-
and progesterone-receptor status in ECOG 2197: comparison of
immunohistochemistry by local and central laboratories and quantitative
reverse transcription polymerase chain reaction by central laboratory. J Clin
Oncol. 2008;26(15):2473–81. doi:10.1200/JCO.2007.13.6424.
6. Perez EA, Suman VJ, Davidson NE, Martino S, Kaufman PA, Lingle WL, et al.
HER2 testing by local, central, and reference laboratories in specimens from
the North Central Cancer Treatment Group N9831 intergroup adjuvant trial.
J Clin Oncol. 2006;24(19):3032–8. doi:10.1200/JCO.2005.03.4744.
7. Li S, Yang X, Zhang Y, Fan L, Zhang F, Chen L, et al. Assessment accuracy of
core needle biopsy for hormone receptors in breast cancer: a meta-analysis.
Breast Cancer Res Treat. 2012;135(2):325–34. doi:10.1007/s10549-012-2063-z.
8. McCullough AE, Dell’Orto P, Reinholz MM, Gelber RD, Dueck AC, Russo L,
et al. Central pathology laboratory review of HER2 and ER in early breast
cancer: an ALTTO trial [BIG 2-06/NCCTG N063D (Alliance)] ring study. Breast
Cancer Res Treat. 2014;143(3):485–92. doi:10.1007/s10549-013-2827-0.
9. Chen X, Yuan Y, Gu Z, Shen K. Accuracy of estrogen receptor, progesterone
receptor, and HER2 status between core needle and open excision biopsy in
breast cancer: a meta-analysis. Breast Cancer Res Treat. 2012;134(3):957–67.
doi:10.1007/s10549-012-1990-z.
10. Reddy JC, Reimann JD, Anderson SM, Klein PM. Concordance between
central and local laboratory HER2 testing from a community-based clinical
study. Clin Breast Cancer. 2006;7(2):153–7. doi:10.3816/CBC.2006.n.025.
11. Khoury T, Sait S, Hwang H, Chandrasekhar R, Wilding G, Tan D, et al. Delay
to formalin fixation effect on breast biomarkers. Mod Pathol. 2009;22(11):
1457–67. doi:10.1038/modpathol.2009.117.
12. Qiu J, Kulkarni S, Chandrasekhar R, Rees M, Hyde K, Wilding G, et al. Effect of
delayed formalin fixation on estrogen and progesterone receptors in breast
cancer: a study of three different clones. Am J Clin Pathol. 2010;134(5):813–9.
doi:10.1309/AJCPVCX83JWMSBNO.
13. Chung GG, Zerkowski MP, Ghosh S, Camp RL, Rimm DL. Quantitative
analysis of estrogen receptor heterogeneity in breast cancer. Lab Invest.
2007;87(7):662–9. doi:10.1038/labinvest.3700543.
14. Combs SE, Han G, Mani N, Beruti S, Nerenberg M, Rimm DL. Loss of
antigenicity with tissue age in breast cancer. Lab Invest. 2016;96(3):264–9.
doi:10.1038/labinvest.2015.138.
15. Greer LT, Rosman M, Mylander WC, Hooke J, Kovatich A, Sawyer K, et al.
Does breast tumor heterogeneity necessitate further immunohistochemical
staining on surgical specimens? J Am Coll Surg. 2013;216(2):239–51.
doi:10.1016/j.jamcollsurg.2012.09.007.
16. Palmer JR, Ambrosone CB, Olshan AF. A collaborative study of the etiology
of breast cancer subtypes in African American women: the AMBER consortium.
Cancer Causes Control. 2014;25(3):309–19. doi:10.1007/s10552-013-0332-8.
17. Allott EH, Cohen SM, Geradts J, Sun X, Khoury T, Bshara W, et al. Performance
of three-biomarker immunohistochemistry for intrinsic breast cancer subtyping
in the AMBER Consortium. Cancer Epidemiol Biomarkers Prev. 2016;25(3):470–8.
doi:10.1158/1055-9965.EPI-15-0874.
18. Hair BY, Hayes S, Tse CK, Bell MB, Olshan AF. Racial differences in physical
activity among breast cancer survivors: implications for breast cancer care.
Cancer. 2014;120(14):2174–82. doi:10.1002/cncr.28630.
Allott et al. Breast Cancer Research  (2016) 18:68 Page 11 of 1119. Hammond ME, Hayes DF, Dowsett M, Allred DC, Hagerty KL, Badve S, et al.
American Society of Clinical Oncology/College of American Pathologists
guideline recommendations for immunohistochemical testing of estrogen
and progesterone receptors in breast cancer. J Clin Oncol. 2010;28(16):
2784–95. doi:10.1200/JCO.2009.25.6529.
20. Landis JR, Koch GG. The measurement of observer agreement for
categorical data. Biometrics. 1977;33(1):159–74.
21. Leong AS, Sormunen RT, Vinyuvat S, Hamdani RW, Suthipintawong C.
Biologic markers in ductal carcinoma in situ and concurrent infiltrating
carcinoma: a comparison of eight contemporary grading systems. Am J Clin
Pathol. 2001;115(5):709–18. doi:10.1309/PJ7H-A52V-M3XB-V94Y.
22. Kobayashi M, Ooi A, Oda Y, Nakanishi I. Protein overexpression and gene
amplification of c-erbB-2 in breast carcinomas: a comparative study of
immunohistochemistry and fluorescence in situ hybridization of formalin-
fixed, paraffin-embedded tissues. Hum Pathol. 2002;33(1):21–8.
23. Nadji M, Gomez-Fernandez C, Ganjei-Azar P, Morales AR. Immunohistochemistry
of estrogen and progesterone receptors reconsidered: experience with 5,993
breast cancers. Am J Clin Pathol. 2005;123(1):21–7.
24. Taucher S, Rudas M, Gnant M, Thomanek K, Dubsky P, Roka S, et al.
Sequential steroid hormone receptor measurements in primary breast
cancer with and without intervening primary chemotherapy. Endocr Relat
Cancer. 2003;10(1):91–8. doi:10.1677/erc.0.0100091.
25. Hodi Z, Chakrabarti J, Lee AH, Ronan JE, Elston CW, Cheung KL, et al. The
reliability of assessment of oestrogen receptor expression on needle core
biopsy specimens of invasive carcinomas of the breast. J Clin Pathol. 2007;
60(3):299–302. doi:10.1136/jcp.2006.036665.
26. Douglas-Jones AG, Collett N, Morgan JM, Jasani B. Comparison of core
oestrogen receptor (ER) assay with excised tumour: intratumoral distribution
of ER in breast carcinoma. J Clin Pathol. 2001;54(12):951–5.
27. Hanna W, Nofech-Mozes S, Kahn HJ. Intratumoral heterogeneity of HER2/
neu in breast cancer—a rare event. Breast J. 2007;13(2):122–9. doi:10.1111/j.
1524-4741.2007.00396.x.
28. Andersson J, Linderholm B, Bergh J, Elmberger G. HER-2/neu (c-erbB-2)
evaluation in primary breast carcinoma by fluorescent in situ hybridization
and immunohistochemistry with special focus on intratumor heterogeneity
and comparison of invasive and in situ components. Appl
Immunohistochem Mol Morphol. 2004;12(1):14–20.
29. Glöckner S, Buurman H, Kleeberger W, Lehmann U, Kreipe H. Marked
intratumoral heterogeneity of c-myc and cyclinD1 but not of c-erbB2
amplification in breast cancer. Lab Invest. 2002;82(10):1419–26.
30. Zardavas D, Irrthum A, Swanton C, Piccart M. Clinical management of breast
cancer heterogeneity. Nat Rev Clin Oncol. 2015;12(7):381–94. doi:10.1038/
nrclinonc.2015.73.
31. Polyak K. Heterogeneity in breast cancer. J Clin Invest. 2011;121(10):3786–8.
doi:10.1172/JCI60534.
32. Hiley C, de Bruin EC, McGranahan N, Swanton C. Deciphering intratumor
heterogeneity and temporal acquisition of driver events to refine precision
medicine. Genome Biol. 2014;15(8):453. doi:10.1186/s13059-014-0453-8.
33. Howat WJ, Blows FM, Provenzano E, Brook MN, Morris L, Gazinska P, et al.
Performance of automated scoring of ER, PR, HER2, CK5/6 and EGFR in
breast cancer tissue microarrays in the Breast Cancer Association
Consortium. J Pathol Clin Res. 2015;1(1):18–32.•  We accept pre-submission inquiries 
•  Our selector tool helps you to find the most relevant journal
•  We provide round the clock customer support 
•  Convenient online submission
•  Thorough peer review
•  Inclusion in PubMed and all major indexing services 
•  Maximum visibility for your research
Submit your manuscript at
www.biomedcentral.com/submit
Submit your next manuscript to BioMed Central 
and we will help you at every step:
